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We claim 

1 . A pair of oligonucleotide primers for use in detecting the presence or 
absence of an enterovirus in a sample, wherein a first primer of said pair 
5 comprises a sequence of any of: 

SEQ ID NO: 1: TTGTRC GC C TGTTTT A, 
SEQ ID NO: 2: C AAGC ACTTCTGTHHC C C CGG, 
SEQ ID NO: 3: TACTTCGAGAARCCYAGTA, 
SEQ ID NO: 4: AAGAGYCTATTGAGCTA, or 
10 SEQ ID NO: 5 : GGITGGTRSTGGAARTTICC, or % degenerate sequence of 
SEQ ID No: 5; and 

a second primer of said pair comprises a sequence of any of: 
SEQ ID NO: 6: CACYGGATGGCCAATCCAA, 
SEQ ID NO: 7: ATTGTCACCATAAGCAGCCA, or 
i 5 SEQ ID NO: 8: ARRTTIATCCAYTGRTGIGG, or a degenerate sequence of 
SEQ ID No: 8, 

provided that the second primer comprises the sequence of SEQ ID NO: 8 or 
a degenerate sequence thereof when the first primer comprises the sequence 
of SEQ ID NO: 5 or a degenerate sequence thereof. 

20 2. A pair of primers according to claim 1, which comprises a sequence 
selected from the group consisting of: SEQ ID NO: 1/SEQ ID NO: 6; SEQ 
ID NO: 2/SEQ ID NO: 6; SEQ ID NO: 3/SEQ ID NO: 6; SEQ ID NO: 4/SEQ 
ID NO: 6; SEQ ID NO: 1/SEQ ID NO: 7; SEQ ID NO: 2/SEQ ID NO: 7; 
SEQ ID NO: 3/SEQ ID NO: 7; SEQ ID NO: 4/SEQ ID NO: 7; and SEQ ID 

25 NO: 5/SEQIDNO: 8. 

3. A pair of primers according to claim 1 , which is SEQ ID NO: 5/SEQ 
ID NO: 8. 

4. A pair of primers according to claim 3 for use in the detection of 
enterovirus type 71 (EV71) or coxasackievirus A16 (Cox A 16). 

30 5. A synthetic nucleotide sequence comprising any selected from the 
group consisting of: 

SEQ ID NO:9: TCCTCCGGCCCCTGAATGCGGCTAATC, 
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SEQ ID NO: 10: TGTCGTAACGSGCAASTCYGYRGCGGAACCGAC, 

SEQ ID NO: 1 1 : TACTTTGGGTGTCCGTGTTTCHTTTTAT ? 

SEQ ID NO: 12: CTTATAAGCAGACTCAACCCGGTGCTGATG, 

SEQ ID NO: 13: TGGCATTCCAATATCACAATTAACAGTG, 

SEQ ID NO: 14: CTCGGCACTATCGCAGGAGGGACCGGGAAT and 

SEQ ID NO: 15: CCTACGCCACTACACAGCCTGGTCAGGTTG, and a 

degenerate sequence of any of SEQ ID Nos: 12-15, 

which is capable of specifically hybridizing to a sense strand of an 

enterovirus nucleic acid or a nucleic acid corresponding to the sense strand. 

6. A method of detecting the presence or absencfe of an enterovirus 
nucleic acid in a sample, which comprises the following steps: 

(a) contacting the sample with a pair of oligonucleotide primers 
according to claim 1 in an amplification process; and 

(b) determining the presence or absence of an enterovirus by 
detecting for the presence or absence of amplification products. 

7. A method according to claim 6, wherein in step (a) the sample is 
simultaneously contacted with a second pair of the oligonucleotide primers 
according to claim 1 in an amplification process, and the second pair of 
primers are not the same as the first pair of primers. 

8. A method according to claim 6 5 wherein the first primer in the second 
pair is different from the first primer in the first pair. 

9. A method according to claim 6, wherein the second primer in the 
second pair is different from the second primer in the first pair. 

10. A method according to claim 7, wherein the primers in the second pair 
are different from the primers in the first pair. 

11. A method according to claim 7, wherein in step (a) the sample is 
simultaneously contacted with a third pair of the oligonucleotide primers 
according to claim 1 in an amplification process, and the third pair of primers 
are not the same as either the first pair of primers or the second pair of 
primers. 

12. A method according to claim 6, which further comprises contacting 
the products of step (a) with a second pair of the oligonucleotide primers 




according to claim 1 in an amplification process, wherein the second pair of 
primers is capable of being used to amplify a sequence equal to or within the 
sequence obtainable in the amplification process using the first pair of 
primers. 

5 13. A method according to claim 6, wherein the amplification products 
detected are further subjected to a specific hybridization with at least one 
synthetic nucleotide sequence according to claim 5, 

provided that the nucleotide sequence does not comprise a sequence of any 
of SEQ ID Nos: 12-15 nor a degenerate sequence thereof when the second 

10 primer comprising the sequence of SEQ ID NO: 8 or a degenerate sequence 
thereof is not employed for amplification, and that the nucleotide sequence 
does not comprise a sequence of any of SEQ ID Nos:9- 1 1 when the first 
primer comprising the sequence of SEQ ID NO: 5 or a degenerate sequence 
thereof is not employed for amplification. 

15 14. A method according to claim 13, wherein the hybridization is 
conducted under highly stringent conditions. 

15. A method of detecting and differentiating enterovirus type 71 in a 
sample, which comprises: 

(a) contacting the sample with at least one pair of oligonucleotide 
20 primers according to claim 1 in an amplification process, provided that the 

second primer comprises the sequence of SEQ ID NO: 8 or a degenerate 
sequence thereof; 

(b) determining the presence or absence of enterovirus type 71 by 
detecting for the presence or absence of amplification products; and 

25 (c) subjecting the amplification products detected to a specific 

hybridization with at least one synthetic nucleotide sequence comprising the 
sequence of SEQ ID NO:12 or SEQ ID NO:13. 

16. A method according to claim 15, wherein in step (c) the amplification 
products are subjected to a specific hybridization with the synthetic 

30 nucleotide sequences comprising the sequences of SEQ ID NO: 12 and SEQ 
IDNO:13. 
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17. A method of detecting and differentiating coxsackievirus A16 in a 
sample, which comprises the following steps: 

(a) contacting the sample with at least one pair of oligonucleotide 
primers according to claim 1 in an amplification process, provided that the 
second primer comprises the sequence of SEQ ID NO: 8 or a degenerate 
sequence thereof; 

(b) determining the presence or absence of coxsackievirus A16 by 
detecting for the presence or absence of amplification products; and 

(c) subjecting the amplification products detected to a specific 
hybridization with at least one synthetic nucleotide sequence comprising the 
sequence of SEQ ID NO:14 or SEQ ID NO:15. 

18. A method according to claim 17, wherein in step (c) the amplification 
products are subjected to a specific hybridization with the synthetic 
nucleotide sequences comprising the sequences of SEQ ID NO: 14 and SEQ 
ID NO: 15. 

19. A method of detecting and differentiating enterovirus type 71 and/or 
coxsackievirus A16 in a sample, which comprises: 

(a) contacting the sample with at least one pair of oligonucleotide 
primers according to claim 1 in an amplification process, provided that the 
second primer comprises the sequence of SEQ ID NO: 8 or a degenerate 
sequence thereof; 

(b) determining the presence or absence of enterovirus type 7 1 
and/or coxsackievirus A16 by detecting for the presence or absence of 
amplification products; and 

(c) subjecting the amplification products detected to a specific 
hybridization with at least a first synthetic nucleotide sequence comprising 
the sequence of SEQ ID NO: 12 or SEQ ID NO: 13, and with at least a second 
synthetic nucleotide sequence comprising the sequence of SEQ ID NO: 14 or 
SEQ ID NO: 15. 

20. A method according to claim 19, wherein in step (c) the amplification 
products are subjected to a specific hybridization with the synthetic 



nucleotide sequences comprising the sequences of SEQ ID NO: 12, SEQ ID 
NO: 13, SEQ ID NO: 14 and SEQ ID NO: 15. 

2 L A kit for detecting an enterovirus in a sample, which comprises at least 
one pair of oligonucleotide primers according to claim 1 , provided that the 
5 second primer comprises the sequence of SEQ ID NO: 8 or a degenerate 
sequence thereof when the first primer comprises the sequence of SEQ ID 
NO: 5 or a degenerate sequence thereof. 

22 . A kit according to claim 2 1 , which comprises more than one pair of 

oligonucleotide primers according to claim 1. 

, . 1 . 

10 1 23., A kit according to claim 22, which further comprises at least one 

synthetic nucleotide sequence according to claim 5, 
' provided that the nucleotide sequence does not comprise a sequence of any 
f C of SEQ ID Nos:12-15 nor a degenerate sequence thereof when the second 
* s primer comprising the sequence of SEQ ID NO: 8 or a degenerate sequence 
15 thereof is not employed for amplification, and that the nucleotide sequence 

does not comprise a sequence of any of SEQ ID Nos:9-l 1 when the first 

primer comprising the sequence of SEQ ID NO: 5 or a degenerate sequence 

thereof is not employed for amplification. 

24. A kit for detecting and differentiating enterovirus type 71 in a sample, 
20 which comprises 

at least one pair of oligonucleotide primers according to claim 1, provided 
that the second primer comprises the sequence of SEQ ID NO: 8 or a 
degenerate sequence thereof; and 

at least one synthetic nucleotide sequence comprising the sequence of SEQ 
25 ID NO: 12 or SEQ ID NO: 13. 

25. A kit for detecting and differentiating coxsackievirus A16 in a sample, 
which comprises: 

at least one pair of oligonucleotide primers according to claim 1, provided 
that the second primer comprises the sequence of SEQ ID NO: 8 or a 
30 degenerate sequence thereof; and 

at least one synthetic nucleotide sequence comprising the sequence of SEQ 



ID NO: 14 or SEQ ID NO:15. 

26. A kit for detecting and differentiating enterovirus type 71 and/or 
coxsackievirus A 16 in a sample, which comprises: 

at least one pair of oligonucleotide primers according to claim 1 5 provided 
that the second primer comprises the sequence of SEQ ID NO: 8 or a 
degenerate sequence thereof; and 

at least a first synthetic nucleotide sequence comprising the sequence of SEQ 
ID NO: 12 or SEQ ID NO: 13 and at least a second synthetic nucleotide 
sequence comprising the sequence of SEQ ID NO: 14 or SEQ ID NO: 15. 



